Quantitative assessment of microscopical images may be achieved by manual point counting or more sophisticated stereology,1 2 dedicated microdensitometry, or automated image analysis.3 All these methods are either laborious or expensive.
Many changes in biological tissues are not homogeneous but exhibit a distinct polarity. The method described here aims to analyse such anisotropic variation in tissues. It is cheap and simple and gives both qualitative and quantitative evaluation of the optical density of constituents from linear tracks of sectioned tissue. The method entails the use of a photomicroscope and an integrating densitometer, which is designed primarily for the analysis of stained electrophoretic agarose gel tracks of proteins.
The equipment or its equivalent is readily available in most histopathological and chemical pathology laboratories, and thus the method requires no additional capital expenditure. In tightening economic circumstances these are considerable virtues. To illustrate the method we describe an examination of lymph nodes, but clearly there are much wider applications.
Accepted for publication 9 March 1987 Material and methods Twenty four lymph nodes from cats4 and humans' were fixed in 10% aqueous formaldehyde, processed through alcohols and toluene, and then embedded in paraffin wax. Sections of 5 gm depth were cut on a rotary microtome, stained with Harris's haematoxylin and eosin, dehydrated, and mounted under glass coverslips in DPX.
The stained sections were photographed using a Zeiss Ultraphot III B (West Germany) with a 12V 1OOW tungsten halogen lamp running at 12V (3200/K) and Luminar macro lenses, taking care to use apertures giving even illumination of the whole field. Filtration was unnecessary with the film used, which was Kodak Super Speed 2751 duplicating film. This is a high contrast orthochromatic direct reversal film primarily intended for black and white line duplication. The film was cut to half plate, or 4 x 5 inch size (10.2 x 12-7 cm). Exposures were equivalent to minus 4.5 DIN. The film was thereafter developed (using Kodak Dektomatic diluted 1 in 4 for 2 minutes at 27°C) and fixed (using May and Baker Fixaplus diluted I in 3 for 1 minute at 30°C) in an Intercop 1614 VS processor and then washed at 20-25°C for 20 minutes. 
Results
The linear scans (fig 2) of the optical densities of normal reactive and diseased lymph nodes gave a variety of qualitatively distinctive patterns (fig 3) . The reactive lymph nodes showed irregular periodic increases of nuclear optical density in the cortical, paracortical, and medullary areas,6 whereas there was a more uniform and sustained increase in optical density in nonHodgkin's malignant lymphomas and a skewed distribution of nuclear optical density in focal ischaemia. 7 All emission wavelengths in the densitometer from 400 to 700 nm gave identical scan patterns, and the width of the scanning aperture, from 0 1 to 2-0 mm, was found not to be critical. The percentage coefficients of variation8 of the integrated densitometric areas of the four fractions from the 10 replicated samples (mean 26-49, 23-30, 22 76, and 27 45%) were 150, 0 78, 1-38, and 1 46, respectively. 
Technical methods Discussion
This novel approach to the measurement of the optical density of linear transects of stained tissue sections has several advantages. It is relatively fast (particularly with batching of the samples for analysis), requires no additional capital expense, is easy to perform, and is not especially labour intensive. Nevertheless, an estimation of the thickness of the sections2 at intervals along the chosen plane of the transects is a recommended adjunct to the procedure.
We believe that this method could be useful in other instances when both quantitative and qualitative assessments of optical densities in other anisotropic pathological tissues are required.2 The magnification of the tissue is independent of the method. Suitable enlargements of ultrastructural micrographs can be analysed in the same way as images obtained by low power light microscopy. The use of filters in the initial stage of photomicrography may enhance the selectivity of the method, depending on the light absorption characteristics of the dyes used. When studying nuclei stained by haematoxylin, as in our investigation, with a reasonably modest background of eosin this is not necessary when using the red in sensitive film. 
